Reference 67
Trimeric structure of the extracellular domain of MGL. (a) Potential coiledcoil domain in MGL. Positions and in the heptad repeats in the neck of MGL are indicated by shading. (b) Chemical crosslinking. Protein in 100 mM HEPES, pH 7.5 was reacted with the indicated concentrations of bis(sulfosuccinimidyl)suberate (Pearce Chemical Company) for 1 h at room temperature. The reaction was stopped by addition of 2x SDS-polyacrylamide gel sample buffer and the products were resolved on a 10% gel that was stained with Coomassie blue. (c) Gel filtration analysis. Protein was run on a Superdex 200 column (1 cm × 30 cm; GE Healthcare) in 100 mM NaCl, 10 mM TrisHCl, pH 7.8, 2.5 mM EDTA at a flow rate of 0.5 ml/min. The positions of marker proteins are indicated by the Stokes radius: cytochrome c, 17 Å; bovine erythrocyte carbonic anhydrase, 23.9 Å; bovine serum albumin, 35.5 ; yeast alcohol dehydrogenase, 45.5 Å;
Å; E. coli Å; and thyroglobulin, 85 . The deduced Stokes radius of 47 corresponds closely to the value of 46-47 calculated using HYDRO , employing a bead model for a trimer based on the structure of the mannose-binding protein trimer (PDB ID: 1RTM) and extending the coiled-coil neck based on the sequence of MGL, which gives an overall length of~200 for MGL. 
